Background: Pulmonary involvement, manifested as pulmonary arterial hypertension or pulmonary fibrosis, is the most common cause of death in systemic sclerosis (SSc). We aimed to explore the feasibility of detecting early pulmonary involvement in SSc using recently developed non-invasive quantitative measures of pulmonary physiology using cardiovascular magnetic resonance (CMR).
Background
The diagnosis of systemic sclerosis (SSc) entails a 10-15% lifetime risk of developing pulmonary arterial hypertension (PAH) [1] [2] [3] . PAH develops as a result of pulmonary vascular pathology whereas pulmonary hypertension may be secondary to severe interstitial lung disease [4] . PAH is diagnosed by right heart catheterization and pulmonary fibrosis is identified by high-resolution computed tomography (HRCT) of the chest. Increased pulmonary vascular pressures and progressive pulmonary fibrosis, if left untreated, often lead to right heart failure and eventually death. Therefore, early detection of pathological changes in the lungs is important in order to stall the progress of disease by medical therapy. The benefit of early detection of PAH has been exemplified by the improvement in haemodynamics and survival in a screening cohort compared to a detection cohort of SSc patients [5] . Since the introduction of medical treatment with angiotensin-converting enzyme inhibitors in SSc with renal involvement, pulmonary involvement is now the leading cause of death in SSc [6] . Furthermore, pulmonary fibrosis, which may occur in the absence of skin lesions, [7] may lead to an impaired gas exchange due to altered physiology in the alveolae. This impairment can be measured by studying the diffusion capacity for carbon monoxide in the lungs (DL CO ) [8] .
Cardiovascular magnetic resonance (CMR) has proven to be a highly accurate and precise tool for flow quantification and detection of small changes in blood flow [9] . Recent developments in CMR include the ability to quantify the pulmonary blood volume (PBV), as well as the variation in PBV throughout the cardiac cycle, also called the PBV variation (PBVV) normalized to the stroke volume in the pulmonary trunk (PBVV/SV). During systole, the pulmonary blood volume will increase due to the Windkessel effect. The stiffer the blood vessels, the lower the pulmonary blood volume variation. Measuring the distensibility in the pulmonary trunk alone will render information about the distensibility status of the proximal vessels, whereas the rest of the pulmonary vasculature will not be accounted for. By comparison, PBVV/SV is a measure of the global pulmonary vascular distensibility, and it is not related to change in pulmonary artery cross-sectional area [10, 11] . However, little is known about how these measures are affected by pulmonary involvement such as that which occurs in SSc. It has been suggested that SSc can lead to a hyper-reactivity in the pulmonary vessels similar to the Raynaud's phenomenon seen in the peripheral circulation [12] . However, a study assessing pulmonary haemodynamics during right heart catheterization and infusion of cold liquids showed no presence of cold induced vasoconstriction in SSc, and concluded that the constriction is rather caused by proliferation within the pulmonary arterioles [13] . This constriction in the pulmonary vessels could theoretically yield a smaller PBV in both absolute measures and indexed to lung volume (PBVI). Notably, data are not available to support this hypothesis. Furthermore, the PBV has previously not been studied in healthy subjects using CMR. Since an early detection of pulmonary involvement may have implication for patient care, the aim of this study was to explore the clinical usefulness of novel CMR techniques studying the pulmonary blood pool, including the PBV, and the PBV variation (PBVV) throughout the cardiac cycle using CMR, in SSc and healthy controls.
We hypothesized that, compared to healthy individuals, patients with SSc would have a decreased PBVI due to arteriolar involvement, and a lower PBVV/SV as a result of decreased pulmonary vascular distensibility. Therefore, the aim of this study was to prospectively explore the PBV, PBVI, and PBVV in healthy controls and patients with newly diagnosed SSc using CMR.
Methods

Study design
Twenty-seven consecutive newly diagnosed SSc patients, presenting to the Department of Rheumatology, Lund University Hospital, Lund and 10 healthy volunteers underwent CMR using a 1.5-T scanner (Intera, Philips, Best, the Netherlands) and a five-element cardiac coil. Out of 27 patients, 18 (67%) were diagnosed with limited cutaneous SSc, and three (11%) with diffuse cutaneous SSc. Six patients (22%) fulfilled the criteria for early SSc suggested by LeRoy [14] . Disease duration was calculated from first non-Raynaud's manifestation. The healthy volunteers were recruited by local advertisement. All volunteers had a normal electrocardiogram and did not have any previous cardiac history or cardiopulmonary medication. The study was approved by the Lund University Human Subjects Research Ethics Committee, and all subjects provided written informed consent. All image analysis was performed using the Segment software which is freely available for research use (Segment v1.8, Medviso, Lund, Sweden, http://segment.heiberg.se) [15] .
Pulmonary transit time
The pulmonary transit time (PTT) was defined as the time for a 2 ml intravenously administered contrast bolus (gadoterate meglumine, 279.3 mg/ml, Gd-DOTA, Dotarem, Gothia Medical, Billdal, Sweden) to pass from the pulmonary trunk to the left atrium ( Figures 1 and 2 ). The contrast, followed by 20 ml of saline, was injected at 4 ml/s using a power injector. Images were acquired in an atrial short-axis plane bisecting the left atrium and the pulmonary trunk using a saturation recovery steady-state free precession imaging sequence. Typical CMR parameters were: slice thickness 20 mm, pixel size 1.3 × 1.3 mm, temporal resolution 130 ms, TR/TE: 2.5/1.2 ms, flip angle 50°. The PTT was defined as the time between the time points of the weighted mean for each time-intensity curve, respectively, as previously validated [11] .
Pulmonary blood volume
The pulmonary blood volume (PBV) was measured as the product of the PTT and cardiac output, as previously described and validated [11] . Cardiac output was assessed by CMR flow measurement of a cross section of the pulmonary trunk or aorta using a non-segmented phase contrast velocity-encoded gradient echo sequence with retrospective ECG triggering and established analysis methods [10] . Typical CMR parameters were: slice thickness 6 mm, frames per cardiac cycle: 35, TR/TE: 8.7/5.3 ms, flip angle 15°, pixel size 1.2 × 1.2 mm, velocity encoding gradient 200 cm/s.
Pulmonary blood volume variation
Flow measurement of the pulmonary trunk and all the pulmonary veins, respectively, were acquired as previously described (Figure 3 , panel A and B) [10] . The difference in arterial and venous blood flow over time ( Figure 3 , panel C) was integrated, yielding the cumulative blood volume in the pulmonary circulation ( Figure 3 , panel D). The PBV variation (PBVV) was defined as the difference between the maximum and the minimum of the cumulative volume variation over the cardiac cycle. Arterial and venous pulmonary blood flow was obtained using the same sequence as for cardiac output.
Pulmonary blood volume indexed to lung volume
The pulmonary blood volume indexed to lung volume (PBVI) was defined as PBV/pulmonary volume. The pulmonary volume was measured by manual planimetry in a transverse SSFP CMR image stack covering the lungs during end-expiratory breathhold ( Figure 4 ). Typical imaging parameters were: number of slices 50-60, slice thickness 5 mm, TR/TE: 3.2/1.6 ms, flip angle 80°, pixel spacing 1.4 × 1.4 mm, temporal resolution (duration of acquisition per image): 400 ms.
Left and right ventricular functional parameters
Left and right ventricular end diastolic volume, end systolic volume, stroke volume, and ejection fraction were measured by CMR and manual planimetry using established techniques [16] . In patients, right ventricular endocardical delineation was performed in the axial plane, in the healthy controls right ventricular delineation was performed in the short-axis plane. Images were acquired using a cine SSFP sequence. Typical CMR parameters included: TR/TE: 2.9/1.5 ms, flip angle: 60°, frames per cardiac cycle: 30, reconstructed pixel size: 1.4 × 1.4 mm with an acquisition resolution of 2.1 × 2.3 mm, slice thickness: 8 mm, no slice gap, temporal resolution: 40 ms. Body surface area was calculated using the Mosteller formula [17] . 
HRCT, echocardiography, and lung function
HRCT was performed using a Philips Brilliance 16-slice or 40-slice CT system (Philips, Best, The Netherlands). Data was visually assessed with regards to the presence of fibrosis-related pathology. Fibrosis was defined by the presence of traction bronchiectasis within areas of ground-glass opacity, and reticulations [18] . Patients were compared with regards to presence or absence of ground-glass opacity and/or reticulations and/or traction bronchiectasis by HRCT. Echocardiography included Doppler measurement of the maximum velocity gradient across the tricuspid valve, and assessment of inferior vena cava size and variation in diameter during respiration. Central venous pressure was estimated in increments of 5, 10, or 15 mmHg by an experienced observer based on caval physiology. Systolic pulmonary artery pressure was calculated using the tricuspid velocity gradient and caval physiology [19] using a Philips Sonos 7500 system (Soma Technology Inc, Bloomfield, CT, USA). The upper limit by echocardiography for PAH was 30 mmHg. Patients with suspected PAH also underwent invasive measurement. An invasive mean pulmonary arterial pressure of ≥25 mmHg, pulmonary vascular resistance ≥ 3.0 Woods units, and capillary wedge pressure < 15 mmHg was defined as PAH.
Pulmonary function testing included assessment of the vital capacity (VC) and the diffusion capacity for carbon monoxide (DL CO ) by the single-breath test.
Statistics
Comparisons were performed using GraphPad 6.0 for Windows (GraphPad Software, Inc, La Jolla, CA, USA). Following visual inspection of the data, comparisons between groups was tested using the parametric unpaired t-test. Differences between groups were also tested using non-parametric tests and this yielded results with identical levels of significance in all comparisons. Linear regression analysis was performed with Pearson's correlation coefficient (r). p < 0.05 was deemed statistically significant. Data are presented as mean ± SD.
Results
Subject characteristics are described in Table 1 . The pulmonary blood volume, pulmonary blood volume index, and pulmonary blood volume variation by CMR
The pulmonary blood volume indexed to lung volume (PBVI) in 27 patients compared to 10 healthy controls was 16 ± 4 vs 20 ± 5%, p < 0.05 ( Figure 5 ). There were no difference in PBV (466 ± 87 vs 471 ± 122 mL, p = 0.91) or PBVV (32 ± 8 vs 33 ± 7 mL, p = 0.69, Figure 6 ). The LV stroke volume indexed to BSA in 27 SSc patients was lower compared to 10 healthy individuals (44 ± 11 vs 54 ± 7 mL/m 2 , p < 0.05, respectively) ( Figure 6 ). There was no difference in PBVV/stroke volume in patients compared to controls (45 ± 10 vs 40 ± 6, p = 0.09, ( Figure 5) ). There was no correlation between PBVI and LV or RV function parameters. There were no correlation between PBVI and PBVV (patients: r = 0.05, p = 0.81; controls r = −0.02 p = 0.96; for all: r = 0.05, p = 0.77).
Echocardigraphy
Twenty-three patients (85%) had a suitable trace. There was no correlation between the estimated systolic pulmonary artery pressure assessed by Doppler echocardiography, and the PBVI (p = 0.08, n = 23). The estimated systolic pulmonary arterial pressure ranged between 26-94 mmHg.
HRCT
Fifteen out of 24 patients (63%) were classified as having pulmonary fibrosis-related pathology by HRCT. Patients with pulmonary fibrosis by HRCT did not differ from those without pulmonary pathology with regards to PBVI (17 ± 3 vs 17 ± 5%, p = 0.74) or PBVV/stroke volume (45 ± 7 vs 44 ± 7%, p = 0.86). 
Pulmonary function test
The DL CO was assessed in 23 out of 27 patients (85%) and the VC was assessed in 25 out of 27 patients (93%). There were no correlation between the PBVI and DL CO or VC (p = 0.09 and p = 0.45, respectively).
Interobserver variability
Two observers independently evaluated 10 randomly selected patient data sets. The interobserver variability for pulmonary volume, PBV, PBVI, and PBVV was 1 ± 1%, 4 ± 12%, 2 ± 12% and 1 ± 6%, respectively.
Discussion
The major finding in this study is that patients with newly diagnosed SSc, as a group, have a reduced amount of blood in the pulmonary vasculature normalized to lung size (PBVI) but an unaffected pulmonary vascular distensibility (PBVV/stroke volume), compared to healthy controls. There was no difference in absolute PBV between the groups. Furthermore, there was no relationship between PBVI and systolic pulmonary arterial pressure estimated by Doppler echocardiography. It remains unclear what the mechanisms are, however, our findings are compatible with previously suggested pathophysiological changes in the pulmonary vasculature [12] . Dopplerestimated pulmonary artery pressure, DL CO , and presence of pulmonary fibrosis-related pathology measured either on HRCT or as reduced VC did not influence PBVI. Early pathophysiological changes in the pulmonary circulation may be the reason why patients with newly diagnosed SSc differ in PBVI compared to healthy individuals. Such changes may be important to recognize as a tool to select patients eligible for right heart catheterization since an early diagnosis of PAH is paramount to improve survival in SSc.
PBV
The current study is, to our knowledge, the first to measure the PBV by CMR in healthy controls and patients. The PBV has previously been assessed only in valvular heart disease using dye-dilution based techniques during invasive cardiac catheterization, radioactive isotope injection or echocardiography [20] [21] [22] [23] [24] . However, catheterization is associated with complications including perforation of great vessels, and echocardiography is both user-dependent and has limited precision when assessing cardiac output [25] .
PBVV and stroke volume
There was a lower absolute stroke volume in SSc patients compared to healthy controls. This difference may be related to myocardial disease in the SSc patients. However, there was no difference in pulmonary vascular distensibility (PBVV/stroke volume) when comparing the groups. Previously, the PBVV/stroke volume has been shown to decrease in pigs that developed increased pulmonary arterial pressure following experimental acute myocardial infarction [11] . It appears that the changes in pulmonary arterial pressure in our cohort of SSc patients either were not of a magnitude sufficient to influence PBVV, or may have been the result of a different pathophysiological process compared to experimental acute myocardial infarction. PBVV has previously been measured using nitrous oxide body plethysmography or catheter-based thermodilution techniques [26, 27] . The currently presented technique using CMR has the advantage that it is non-invasive, and, in contrast to plethysmography, measures the PBVV in both the arterial and the venous vessels.
HRCT and DL CO
Pulmonary fibrosis-related pathology seen on HRCT may lead to non-perfused pulmonary volumes [18] . This, per se, could lead to a decrease in the PBVI. However, there was no difference in PBVI when comparing the presence or absence of HRCT-verified fibrosis-related pathology. This suggests that PBVI measures a pathophysiological mechanism independent of pulmonary fibrosis. In the very first descriptions of SSc patients developing PAH, a declining DL CO but normal VC was a key feature. However, there was no correlation between the PBVI and DL CO , which suggests that the PBVI may reflect pulmonary involvement prior to changes severe enough to alter DL CO .
Interpreting the PBVI
The SSc patients in the present study displayed a wide range of PBVI values. This may be because the patients are in different stages of disease. However, some patients even had a higher value than the controls. This may be related to left ventricular dysfunction, leading to backward failure and an increased amount of blood in the pulmonary circulation. There was no correlation between estimated pulmonary artery pressure and PBVI. Previously, catheter-based techniques have been used to show an increased PBV in patients with stenosis or regurgitation in the mitral valve, [22, 28] presumably due to backward failure and distension of the pulmonary venous and/or pulmonary arterial blood pool. Consequently, the following pathophysiological mechanisms may apply to patients with SSc. On the one hand, pulmonary arteriolar proliferation may reduce the PBV, presumably on the arterial side, while on other hand, backward failure, if present, may increase the PBV, presumably on the venous side. Thus, SSc patients with a decreased arterial blood pool and simultaneous backward failure could hypothetically present with a PBVI within normal values or higher.
Limitations
One limitation of the study may be the accuracy of measuring PBVV, since the PBVV is derived from up to 6 different flow measurements comprised of one measurement each from the pulmonary artery and at most 5 pulmonary veins, respectively. However, the interobserver variability between two experienced observers was low, and a previous study with identical methodology has shown good correspondence between the volumes of measured in-and outflow from the pulmonary circulation [10] and excellent agreement between flow-derived and planimetrically derived volume changes in the heart [9] . Furthermore, the comparison between the PBVI and PBVV and pulmonary arterial pressures were made using Doppler-echocardiography derived pressures. Invasive pressures were only acquired in three patients with suspected PAH, and this is a limitation. Another limitation is that there currently is no gold standard to measure the pulmonary volume including the functional end-expiratory lung volume. Thus, a future comparison between CMR and computed tomography may be of value to address this issue. Moreover, test-retest variability would be of value to perform and this has not been done.
Conclusions
Compared to healthy controls, patients with newly diagnosed SSc have, as a group, a reduced amount of blood in the pulmonary vasculature (PBVI) but an unaffected pulmonary vascular distensibility (PBVV/stroke volume), not related to the presence of pulmonary fibrosis-related pathology on HRCT, estimated pulmonary artery pressure, DL CO or reduced VC. This implies that the PBVI may reflect the morphology of the SSc lung since the majority of the patients did not show any clinical sign of pulmonary involvement. These findings are consistent with an involvement of pulmonary arterioles in SSc. Therefore, in the case of reduced PBVI, an earlier medical treatment may be indicated in order to stall the progress of further pulmonary involvement. Also, this study shows the feasibility of assessing the PBV in healthy individuals and clinical SSc patients by using CMR. Further studies are justified to assess the clinical utility of PBVI as a noninvasive diagnostic and prognostic measure of pathophysiological changes in the pulmonary circulation.
